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Dear Sir: 



DECLARATI ON UNDER 37 C.F.R. ip V, ? 

The undersigned, James E. Hildreth, declares and states that: 

^ 07/761^1 inVent ° r 6f U * S * Pat8nt A PP"«tion Serial No. 



2. 



I am an Assistant Professor in the Department of Pharmacology 
and Molecular Sciences at The Johns Hopkins University School 

of Medicine. 



3. I am an expert in the area of leukocyte adhesion receptors. 



Experiments were performed by me or under . ' dir 
supervision and centre! aimed at determining, the unique 
epitope which is recognized by monoclonal antibody H52 



in a f,rst experiment, it was discovered that when H52 is 
bound to an affinity column and reacted with spleen extracts 
only two proteins are retained. The retained proteins are' 
LFA-1* (CDlla) and , subunits (CD18) (Exhibit A, Figure 1 
lane 2) . when other antibodies, such as MHM.23, are similarly 
used on affinity columns, all members of the LFA-1 family are 

^, ln ! d 'K inClUdin9 ^"^ (CDlla> ' MaC ' la < CDlla >' ™* P"Oa 
(CDllc) which are all associated with CD18 (Exhibit A, Figure 

1. Une !) . This data shows that H52 has the surprising and 
unexpected ability to dissociate the Mac-l and pl50-95 
subunits, but not the subunits of lfa-L This unexpected 
Phenomenon has not been reported for any of the other known 
anti-CD18 antibodies. 

«™ r C ° nd eXperi, " ent ' « —oclonal anti-idiotype antibody 
(AIM.6) was produced against the combining site of H52 and 
tested for binding to a variety of other CDla-specif ic 
antibodies. The other CDla-specif ic monoclonal antibodies 
that were tested with AIM. 6 included P3, 60 .3, MHM23 CLB54 
M232, TS1/18, lB 4, PLM19, PUI 34, PI„22, PLM3!, and H5B9. The 
AIM. 6 antibody bound only to H52 and its companion antibody 
H5B9 (Exhibit B, Figure 9, . „ 52 and H5B9 recognize the same 
unique epitope. 

The H52 and H5B9 cell lines h avo w 

distributed. " 0t teen PUbUcl >' 



3. 
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8. in a third experiment, we established that H52 recognizes the 
„ subunit of CD18 after elution from af£inity columl at hi* 

11 ( ™*T I' Fi9U " Hl9h P " " 3Ult3 in «>« * it 

Inhibit S °' " SpPMr3 th " »" *«»««»- 

antl " C °" antiiodi « HS2 no long er hind to 

CD18 after separation of the subunits. 

9. The results of the above-noted experiment* would lead one of 

" cms", ,H rt fMili " " ith ^ mmoC lonal "tibodies 
CD l8 to the unexpected and surprising conclusion that H5 2 
recognizes a unique epitope on CD18. 

9. The significance of the unioue properties of H52 are further 
supported by the fact that an exclusive license to this 
monoclonal antibody has been granted to a major biotechnology 
Pharmaceutical company to assist in the development of 
products which will be of benefit to our society. 

10. x declare that all statements made herein of my own knowledge 

beLr "I " atementS "~ °" **«-tio» and 

belief are believed to be true and further that these 

statements are made with the taowiedg. that wiUful false 

statements and the like so made, are punishable by fin. or 

imprisonment, or both, under 51001 of Tltx . 18 ot tne 0nlted 

States code, and that such wiu, ul faise stat9Mnts 

jeopardize the validity of the 

, y z cne application or any patent 

issuing thereon. 1 *"* uts " 1 - 
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James E. Hildreth 




